. Gating strategy for detection of heterokaryons and transduced heterokaryons. First, cell main population was gated using cell size (FCS-A) over granularity (SSC-W). Then, single cells were discriminated by plotting SSC-A and SSC-W. For detection of total cell transduction (mCherry expression), YG 610_20A channel was used. For the detection of heterokaryons, ZsGreen1 expressing cells were gated on the B530_30-A green channel. To determine the percentage of transduced heterokaryons, ZsGreen1+ cells were drilled down and mCherry expression was determined using the YG 610_20A channel. Fig. 7 for 6 h at 37ºC and incubated for 72 h for mCherry expression (red). Cells were fixed with 3% PFA, permeabilized with 0.1% TX100, and stained with DAPI for nuclear staining (blue). Of note, HEK293T-H6 cells express low but detectable levels of ZsGreen1 but heterokaryons have a higher abundance of the protein allowing the differentiation of heterokaryons from background by microscopy and flow cytometry. Scale bars = 50 µm. (B) Susceptible Huh-7.5 and HEK293T-H6 cell fusion/transduction assay. Co-culture cells were fused with PEG for 5 min at 37ºC for heterokaryon formation (ZsGreen1 expression) and transduced 1 h later with the same viral stocks and methodology as above. Cells were fixed, permeabilized and stained as in (A). Figure S4 . Intracellular factors inhibition assays. Susceptible cell lines were treated with vehicle control or indicated drugs at the specified concentration 1 h prior to transduction. Subsequently, indicated pseudoparticles were added and further incubated for 6 h. After transduction, cells were washed with 1X PBS and incubated for another 72 h prior to luciferase activity measurement. Graphs are shown as the % residual entry after normalization to vehicle transduction. Each bar represents 9 individual values from 3 independent experiments each performed in triplicate with SD represented as error bars. 
